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Abstract

High vitamin D intake is associated with reduced insulin resistance. Expression of extra-renal 1a,
25-dihydroxyvitamin D hydroxylase (1a-hydroxylase) has been reported in several tissues and
contributes to local synthesis of 1a,25-dihydroxyvitamin D3 (1,25(OH),D) from the substrate 25-
hydroxyvitamin D (250HD). Expression and dietary regulation of 1a-hydroxylase in tissues
associated with energy metabolism, including adipose tissue, has not been assessed. Male Wistar rats
were fed a high calcium (1.5%) and high vitamin D (10,000 1U/kg) or a low calcium (0.25%), low
vitamin D (400 1U/kg) with either a high fat (40% energy) or high sucrose (66% energy) dietary
background for 14 weeks. Expression of la-hydroxylase, assessed by real time PCR, was detected
in adipose tissue and did not differ with dietary level of calcium and vitamin D. 1a-hydroxylase
MRNA was also detected in 3T3-L1 preadipocytes and 250HD treatment at 10 nM levels induced
1,25(0OH),D responsive gene, CYP24, and this response was reduced in the presence of the p450
inhibitor, ketoconazole. In addition, 3H 250HD was converted to 3H 1,25(0OH),D in intact 3T3-L1
preadipocytes. Cumulatively, these results demonstrate that 1a-hydroxylase is expressed in adipose
tissue and is functional in cultured adipocytes. Thus, the capacity for local production may play a
role in regulating adipocyte growth and metabolism.
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1. Introduction

In addition to the well known function of regulating calcium homeostasis, it is proposed that
vitamin D modulates a broader range of physiological functions. For example, low serum 25-
hydroxyvitamin D3 (250HD) level is associated with higher body mass index (BMI) [1,2] and
insulin resistance [3]. It is therefore important to investigate the metabolism of vitamin D in
the adipocyte to understand how vitamin D status may impact both fat mass and local insulin
resistance in adipose tissue.

Vitamin D is converted in the liver to 250HD and circulates bound to serum vitamin D binding
protein. The vitamin D metabolite, 250HD, a status marker of vitamin D sufficiency, is
converted to 1,25-dihydroxyvitamin D (1,25(OH),D), the most active form of vitamin D. This
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active vitamin D metabolite, 1,25(OH),D, mediates genomic regulation through the nuclear
vitamin D receptor (VDR), a member of the steroid hormone receptor family [4]. Although
250HD binds to the VDR, it's affinity is 1000 fold less than 1,25(0OH),D. Finally, 1,25
(OH),D is targeted for degradation by a further hydroxylation at the 24 position by the enzyme,
24-hydroxylase, which is product of the CYP24 gene. The activity of 24-hydroxylase is highly
induced by 1,25(0OH),D, therefore, providing a negative feedback mechanism.

The enzyme lo-hydroxylase (CYP27B1) is primarily expressed in the kidney [5] and converts
250HD to the active form of vitamin D, 10,25 dihydroxyvitamin D3 (1,25(0OH),D). Previous
literature demonstrates that there is also extra-renal expression of 1a-hydroxylase, which may
contribute to local production of 1,25(0OH),D. This locally produced 1,25(0OH),D may regulate
cellular responses, including modulating cell proliferation, and differentiation through
paracrine, autocrine action, or both [6,7,8]. Extra-renal tissues in which expression of la-
hydroxylase are described include bone [9], ovarian [10], pancreatic islets [11], brain [12], and
parathyroid gland [13]. In addition, activity of la-hydroxylase in extra-renal tissues has also
been shown in placenta [14], immune cells [15,16,17], keratinocyte [18], lung [19], prostate
[20], cervical tissue [21], intestine [22], vascular endothelial cells [23] and smooth muscle
[24]. In addition, the substrate of 1a-hydroxylase, 250HD, has growth inhibitory action similar
to the active metabolite (1,25(0OH),D), in cultured mammary cells [25]. Liver, a tissue that
plays an active role in energy metabolism and glucose homeostasis, expresses la-hydroxylase
and is able to convert 250HD into 1,25(0OH),D [26,27]. However, the expression of the la-
hydroxylase in extrahepatic tissues including skeletal muscle and adipose tissue, which are
critical in regulating energy metabolism, has not been investigated.

The expression and activity of the renal 1a-hydroxylase is tightly regulated by serum calcium
[28], phosphorus [29], parathyroid hormone (PTH) [30], calcitonin [31], and 1,25(0OH),D
[32]. On the other hand, regulation of 1a-hydroxylase has been shown to be independent of
PTH in untransformed, primary culture of prostate epithelial cells [33] and dietary
phytoestrogens upregulate activity of the 1a-hydroxylase in colon [34] and breast cells [34].
Although high vitamin D and calcium in the diet down regulates renal 1a-hydroxylase
expression, regulation of extra-renal lo-hydroxylases by dietary components has not been
determined. The purpose of the current study was to determine the expression of la-
hydroxylase in adipose tissue; to determine the responsiveness of la-hydroxylase in adipose
tissue to dietary vitamin D, calcium, and macronutrient background; and to determine the
activity of the la-hydroxylase in adipocytes.

2. Material and Methods

2.1 Animals and diets

Male Wistar rats (n=32; Harlan, Indianapolis, IN) ) weighing 175-190 gms were individually
housed and maintained on a 12 hour light/dark cycle at constant room temperature (22 £ 2 °
C). Animals were fed a pelleted chow diet (#2014, Harlan Teklad, Indianapolis, IN) for one
week and then randomly assigned to the experimental diets (Research Diets Inc., New
Brunswick, New Jersey) shown in Table 1. The treatment diets were based on the AIN 93 G
diet with modifications as described. Rats were fed either a control diet (n=8), a high fat diet
with 40% of energy primarily from soybean oil, or high sucrose with 66% of energy primarily
from sucrose. Diets contained either low dairy product component diet (LD) or high dairy
product components (HD) as shown in Table 1 (n=6/group). Rats were fed the experimental
diets for 14 weeks. At the end of the study, the rats were fasted overnight, euthanized with
CO5 and exsanguinated by decapitation. Epididymal fat tissues were rapidly minced, and
frozen in Trizol (Invitrogen, Carlsbad, CA) in liquid nitrogen before storage in -80 °C.
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2.2 Culture of 3T3-L1 cells

Preadipocytes (3T3-L1) were seeded in 100 mm dishes and used to determine the effects of
250HD to induce CYP24 expression and activity. Cells were maintained in high glucose
DMEM (Invitrogen, Carlsbad, CA) containing 10% FBS (Invitrogen, Carlsbad, CA) and 1%
penicillin-streptomycin (Invitrogen, Carlshad, CA) at 37 °C with 5% CO,. Media was changed
every other day and cells were treated when 100% confluent with serum free medium for 2
hours with vehicle (ethanol), 1,25(0OH),D or 250HD at the concentrations indicated. In some
experiments, cells were co-treated with the P450 inhibitor, ketoconazole (100 nM), which
inhibits both the 24-hydroxylase and the 1a-hydroxylase [35,36].

2.3 RNA Expression

RNA from tissue and cells was isolated and treated with TURBO DNA free reagents (Ambion,
Foster City, CA) according to manufacturer's protocol. A 1:1 ratio of oligo-dT (Promega,
Madison, WI) and random primer (Promega, Madison, WI) were used in reverse transcription
(RT) reaction (Affinity Script, Stratagene). The 1a-hydroxylase mRNA was amplified in real-
time polymerase chain reaction (PCR) using the following primers: 5’
CACCCATTTGCATCTCTTCC3' and 5GATGGATGCTCCTCTCAGGT3' (Brilliant SYBR
Green Mastermix, Stratagene). To confirm primer specificity PCR products from control group
in these tissues were separated by agrose gel electrophoresis. mMRNA from kidney served as a
positive control. The expected PCR product is 187 base pair (bp) in length. To determine
relative gene expression, the expression of la-hydroxylase was normalized to 18S expression
(5 TTAGAGTGTTCAAAGCAGGCCCGAZ3 and &'
TCTTGGCAAATGCTTTCGCTCTGG3'), and determined using delta CT methods. Gene
expression is always reported relative to the control group. To determine 24-hydroxylase gene
expression, 3T3 L1 preadipocytes were treated at confluence either 1,25(0OH),D or 250HD at
1, 10, 100 or 1000 nM for 2 hours as indicated. Vehicle control was ethanol. Gene expression
was determined using the method described using the following primers: 5’
CAAACCCTGGAAAGCCTATCG3 and 5"CGCTGCCACTCCTGTCCTT3". The
expression was of the 24 hydroxylase was normalized to GAPDH: 5’
TCACCATCTTCCAGGAGCG3' and 5’CTGCTTCACCACCTTCTTGAZ'. The 24-
hydroxylase gene expression is reported relative to the vehicle treated control group.

2.4 la-Hydroxylase Assay

In separate experiments, 3T3 L1 adipocytes were treated at confluence with 2 uCi of 25-
hydroxy[26,27-methyl-3H] (3H 250HD) (specific acitivity: 9.99 Ci/mmol) and with unlabeled
250HD at a final concentration of 100 nM in 1.5 ml serum-free medium. After 2 hours, cells
were scraped into 200 ul cold calcium magnesium free-phosphate buffered saline (CMF-PBS,
137 M sodium chloride, 1.5 mM potassium phosphate, 7.2 mM sodium phosphate, 2.7 mM
potassium chloride, pH 7.4), the dish was rinsed twice with CMF-PBS and combined with cell
lysate. Acetic acid was added to the cell lysate to achieve a pH of 3.5. To each sample unlabeled
1,25(0OH),D was added. The sample was extracted with ethyl acetate (1.5 ml). The aqueous
phase was re-extracted and the combined organic phases sampled to quantify total
radioacitivity, dried with nitrogen and resuspended in ethyl acetate. The vitamin D metabolites
were separated by thin layer chromatography using a LK5D Silica Gel 150A TLC plate
(Whatman, Mobile, AL) which included unlabeled 250HD, 1,25(0OH),D, and 24,25(0OH),D,
eluted with benzene:ethyl acetate (1:1) and unlabeled metabolites visualized with iodine. In
addition, a similar amount of 25-hydroxy[26,27-methyl-3H] as loaded in the sample lanes was
included for the background. Areas eluting with 250HD, 1,25(0OH),D, and 24,25(0H),D were
scraped and quantified by liquid scintillation counting (Beckman LS 6500 Liquid Scintillation
Counter, Beckman, Fullerton, CA). Total protein amount was determined concurrently from
separate plates of 3T3-L1 cells by bicinchoninic acid (BCA) protein assay. The synthesis rate
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of 1,25(0OH),D was expressed as pmol/hour/mg total protein. The extraction recovery of
radioactivity is 94.6%.

2.5 Statistical Analysis

Results were analyzed by two-way analysis of variance using SAS general linear model
program (SAS/GLM Version 9.0, SAS Institute Inc., Cary, NC). Main effects of dairy products
or macronutrient background were examined by contrast analysis. Means were considered
different when P < 0.05.

3. Results

After 14 weeks on their respective diets (Table 1), there were no significant differences in the
body weights of the rats (521+21, 57016, 53530, 53530 and 552+12 gm for control, high
fat LD, high fat HD, high sucrose LD and high sucrose HD, respectively). On the other hand,
there were significant differences in the intake of vitamin D (25.8+1.13,9.92+0.87, 265.7+23.3,
10.4+.84 and 267.9£13.5 IU/day for control, high fat LD, high fat HD, high sucrose LD and
high sucrose HD, respectively) among dietary groups. lo-hydroxylase gene expression was
determined in liver, skeletal muscle, adipose and kidney following the intervention. In addition
to kidney, la-hydroxylase is expressed in adipose tissues of rats in the control group (Figure
1A). The relative expression of the 1a-hydroxylase was assessed following 14 weeks of dietary
intervention of control, LD or HD diets with either a high fat or high sucrose dietary
background. There were similar levels of La-hydroxylase gene expression in liver (Figure 1B),
skeletal muscle (Figure 1C) and adipose tissue (Figure 1D) in rats fed the HD, LD, and control
diets. In addition, there were similar levels of 1a-hydroxylase gene expression in rats fed high
fat and high sucrose diets after collapsing the LD and HD groups in adipose tissue (Figures 1C
and 1D, respectively).

To determine whether or not 1a-hydroxylase is active in 3T3 L1 adipocytes, confluent 3T3L1
adipocytes were treated with 250HD and the CYP24 gene expression measured. This serves
as an indirect measure of la-hydroxylase activity because at lower levels, 250HD needs to be
converted to 1,25(0OH),D to regulate gene transcription of CYP24. CYP24 gene expression
was increased by 250HD at doses as low as 10 nM at a similar level as 1 nM 1,25(0OH),D
(Figure 2), suggesting that the La-hydroxylase is functional inthe 3T3 L1. In addition, treatment
with the P450 inhibitor, ketoconazole (100 nM), significantly reduced the induction of CYP24
following treatment 250HD at 10 and 100 nM. Treatment of cells with 100 nM 1,25(0H),D
and 1000 nM 250HD reduced induction of CYP24 gene expression compared to 10 nM 1,25
(OH),D and 100 nM 250HD, respectively. Co-treatment with ketoconazole and 100 nM 1,25
(OH),D significantly increased CYP24 induction compared to cells without ketoconazole,
suggesting a p450 enzyme was involved with the reduction in CYP24 expression with 100 nM
1,25(0OH),D. Cumulatively, these results support that the 1a-hydroxylase is active in the
cultured adipocytes and at least in part plays a role in the 250HD mediated induction of CYP24.

The ability of 3T3-L1 adipocytes to convert 250HD to 1,25(0OH),D was assessed by employing
radiolabeled 250HD (100 nM, 2 hours), and determining appearance of the radiolabel in 1,25
(OH),D. The rate of 1,25(0OH),D synthesis by 3T3-L1 cells was 1.16+0.07 pmol/mg protein/
hour from 250HD over background.

4. Discussion

The results of the current study demonstrate 1o-hydroxylase gene expression in extra-renal
tissues that contribute to energy balance in rats. We found that the 1a-hydroxylase gene is
expressed in liver, skeletal muscle and adipose tissue. In addition, la-hydroxylase gene
expression was increased in the liver of rats fed a high fat diet, but not by dietary vitamin D or
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calcium. It is also not regulated by dietary vitamin D or calcium in adipose tissue. Finally, our
results demonstrate that the 1a-hydroxylase gene is expressed and active in 3T3 L1
preadipocyte cells. To our knowledge, this is the first report showing la-hydroxylase
expression in adipose tissue and that the enzyme is functional in adipocytes.

Adipose tissue harvested from animals is comprised of a heterogeneous population including
adipocytes as well as other cell types such as macrophages. This is particularly relevant as
activated macrophages express functional 1a-hydroxylase [17]. Our studies in 3T3 L1
preadipocytes suggest that La-hydroxylase gene expression in adipose tissue of rats is likely
due to adipocytes as well as activated macrophages. In addition, our studies support that the
la-hydroxylase in adipocytes is functional, shown by induction of CYP24 gene expression
following 250HD treatment, as well as the production of radiolabeled 1,25(0H),D from 3H
250HD. The activity measured in the adipocytes in our study (1.16+0.07 pmol/mg protein/
hour) is comparable to that in other cell lines, including prostate (0.07-3.08 pmol/mg protein/
hour, 20), vascular endothelial cells (318 fmol/mg protein/hour, 23) and in human renal tissue
(0.20 pmoles/mg protein/20 minutes, 37). The lower induction of CYP24 with 100 nM
compared to 10 nM 1,25(0OH),D is likely due to the increased degradation of the metabolite
by 24-hydroxylase. This conclusion is supported by the results shown in Figure 2 in which co-
treatment with the p450 inhibitor, ketoconazole, increases the induction of CYP24 by 1,25
(OH),D. Although 250HD binds the VDR approximately 1000 fold less well than 1,25
(OH),D [34], only a 10 fold higher dose of 250HD (10 nM), within a physiological range for
this metabolite, induced CYP24 expression to a similar level compared to 1 nM 1,25(0OH),D.
In addition, co-treatment with the p450 inhibitor, ketoconazole, significantly reduced the
induction of the CYP24 expression by 250HD, supporting that the activity of the la-
hydroxyalse enzyme is required, at least in part, for the induction. Therefore, the 1lo-
hydroxylase is expressed in adipose tissue and is functional in cultured adipocytes.

Gene regulation of the extra-renal la-hydroxylase is currently under investigation. It has been
shown to be independent of PTH in a primary culture of normal prostate epithelial cells and
HPV18 DNA transformed normal prostate epithelial cell line, PZ-HPV-7 [33], although PTH
suppressed la-hydroxylase reporter construct in ROS 17/2.8 osteoblast [38]. Several
cytokines, such as interferon (IFN)y [39], cytokine interleukin (IL)-1p [40], and epidermal
growth factor (EGF) [41] have been shown to induce extra-renal la-hydroxylase expression;
while transforming growth factor-beta (TGF-beta) [38] or insulin-like growth factor-1 (IGF-1)
[38], growth factor independent-1 (GFI1) [42] decreased its expression of the 1a-hydroxylase.
One of the few studies which have investigated the role of diet in regulation of 1-hydroxylae
shows that phytoestrogens upregulate 1a-hydroxylase in the colon [43]. The current study
investigated the effect of high calcium and vitamin D diets consumption on la-hydroxylase
regulation. There were no differences in la-hydroxylase expression in liver, skeletal muscle
and adipose tissue between intake of high calcium and vitamin D compared to low intakes in
the rats demonstrating a lack of dietary regulation by vitamin D and calcium.

On the other hand, in the current study, la-hydroxylase expression was higher in liver tissue

when rats were fed with high fat diet compared to high sucrose diet. It is important to consider
that the mRNA is isolated from liver tissue, which contains a variety of cell types. A high fat
diet may induce fat accumulation in the liver, leading to a fatty liver. This high fat diet-induced
change may lead to macrophage infiltration. Macrophages express 1a-hydroxylase, which is

induced when the macrophages are activated [17]. Therefore, it is critical to determine if the

increase in 1-hydroxylase in liver tissue is due to macrophage infiltration or a specific effect

on hepatocytes.

The function of 1,25(0OH),D in regulating cellular decisions in the adipocyte is not clear.
Evidence suggests that 1,25(0OH),D may increase fat synthesis in human adipocytes [44]

J Steroid Biochem Mol Biol. Author manuscript; available in PMC 2009 November 1.



1duasnuey Joyiny vVd-HIN 1duasnue Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Lietal.

Page 6

however, other studies demonstrate that 1,25(OH),D increases the expression of Insig-2, whose
protein product is involved in down regulating fat synthesis [45]. Our studies demonstrate that
the 1a-hydroxylase is functional in adipocytes and capable of localized 1,25(0OH),D
production. The autocrine and paracrine activity of extrarenal 1,25(OH),D production and
localized concentrations are not yet known but it is possible that localized 1,25(0OH),D may
stimulate different cellular signals compared with exogenously produced hormone. Addressing
the role of the locally produced hormone in adipocyte function is critical to a more complete
understanding of the role of vitamin D in controlling adiposity and body composition.
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Figure 1. Dietary regulation of 1a-hydroxylase in liver, skeletal muscle and adipose tissue
mRNA was isolated from Wistar rats following dietary intervention and relative 1lo-
hydroxylase expression assessed by real time RT-PCR with specific mouse 1a-hydroxylase
primer pair, which yields 187 bp of PCR product. Panel A is a representative visualization of
products, PCR product size was verified after loading together with a molecular weight marker
on a 1.5% agrose gel. The lower panel displays the results of the no RT control samples. Male
Wistar rats were fed the LD or HD diet with either a high fat (40% energy) or high sucrose
(66% energy) dietary background for 14 weeks. Relative 1a-hydroxylase gene expression level
was shown for liver (B), skeletal muscle (C), and adipose (D) tissue (mean+SE). la-
hydroxylase gene expression is reported relative to vehicle treatment group. The HD and LD
dietary groups were collapsed to test the impact of dietary background and asterisk (*) indicates
p< 0.05 between high fat compared to high sucrose dietary groups.
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Figure 2. Activation of la-hydroxylase gene expression in 3T3 L1 preadipocytes

Preadipocytes were treated with vehicle (Veh), 250HD or 1,25(0OH),D without (dark bars) or
with (open bars) ketoconazole (100 nM) in serum-free medium for 2 hours. The level of CYP24
expression was assessed using real time RT-PCR and results are expressed relative to vehicle
treated control group (mean=SE) or ketoconazole only control group for all ketoconazole
treated cells. Significance was determined for vehicle compared to treated cells without
ketoconazole (a) or ketoconazole with vehicle compared to ketoconazole with treatment (b)
and asterisk (*) indicates p<0.05 comparison of the treatment group with or without
Ketoconazole.
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